Supplementary Figure 2:
The survival of control neurons is unaffected by the amount of transfected EGFP or autophagy inducers at low doses. Primary rat cortical neurons were dissected, cultured, and transfected with mApple and EGFP, then imaged using automated fluorescence microscopy. (a) The amount of EGFP DNA did not affect the survival of transfected neurons (0.13 ng/µl, n=317, reference group; 0.27 ng/µl, n=330; 0.54 ng/µl, n=327; 0.67 ng/µl, n=325). Data were pooled from 8 wells per condition, performed in duplicate. (b) Neurons expressing EGFP were unaffected by treatment with 0.5 µM of NCP, MTM, or FPZ (DMSO, n=480, reference group; NCP, n=211; MTM, n=262; FPZ, n=267). Data were combined from eight wells per condition in each of five experiments. (c) At higher doses, NCP causes significant toxicity in control primary neurons expressing only EGFP. (DMSO, n=126, reference group; 0.5 µM NCP, n=113 neurons; 1.5 µM NCP, n=112 neurons, HR=1.61; 2.5 µM NCP, n=64 neurons, HR=1.81). In contrast, neither MTM (d) nor FPZ (e) had significant effects upon survival at doses up to 2.5 µM. (For panel d, DMSO, n=96, reference group; 0.5 µM MTM, n=82 neurons; 1.5 µM MTM, n=109 neurons; 2.5 µM MTM, n=78 neurons. For panel e, DMSO, n=245, reference group; 0.5 µM FPZ, n=256 neurons; 1.5 µM FPZ, n=236 neurons; 2.5 µM FPZ, n=225 neurons.) Data combined from eight wells per condition, in duplicate. *p < 0.01; ns, not significant (p > 0.05) by Cox proportional hazards analysis. Fig. 6a , ns, p > 0.05; *** p=1×10 -11 ; ** p=2×10 -5 ; * p=0.01. In Fig. 6b , ns p > 0.05; *** p=3×10 -9 ; ** p=6×10 -4 ; * p=0.02. All p values determined by Cox proportional hazards analysis.
Supplementary
✝ The minimum p value for this assay is 2×10 -16 .
